METHODS
The method of testing is a modification of the one described by Dougherty (1950 Dougherty ( , 1952 .
Animals. Male mice, weighing 18-23 gm., (Bio-Lab Institute, unless stated otherwise) were used in this study. They were housed in plastic mouse cages containing woodchip bedding because metal screen-bottom cages often cause uncontrolled inflammation of the abdominal wall. Prior to testing, they were maintained on stock diet (Purina Dog Chow Checkers) and tap water ad libitum for the laboratory acclimatization period of 48 hours or longer.
Thirty to 60 min. before starting the test, all mice were bilaterally adrenalectomized by the dorsal approach using ether anesthesia. The animals received no further food or water after this time.
All mice used on a single day were of the same age, or relative weight. Also they had been maintained in the same environment and on the same food. Following adrenalectomy, they were divided randomly into individual groups of 4 mice each. For each antiphlogistic test, there were two control and one or more test groups. Each group was injected subcutaneously with one of the following solutions: 1) control non-phlogistic; 2) control phlogistic; or 3) a lest solution with the phlogistic agent added.
Preparation of solutions. In the preparation of these solutions, certain precautions were found to be important:
a) The purity of the water used for preparing all solutions (or vehicles) is critical. »Water for Injection, U. S. P.«, or equivalent, was found to be satisfactory.
b) The injected vehicles should be essentially isotonic. The freezing point determina¬ tion is an adequate index. c) All vehicles should be pre-tested to be certain that they are not phlogistic. Those used in this study were either isotonic saline, saline and alcohol, or a buffered iso¬ tonic solution.
d) The For injection, the mouse was held in the usual »one-hand grasp« with the ears between thumb and forefinger, and tail and one hind leg under the third finger. The needle was introduced through the skin in the area of the abdominal inguinal fat and passed anteriorly through the subcutaneous tissue for a distance of about 2-3 cm. Onefourth ml. of solution was then injected so as to form a small subcutaneous bleb. To prevent leakage the needle was removed quickly while the skin in the area between the bleb and the site of skin puncture was pinched. The outer edge of the bleb was then outlined with a wax glass-marking pencil previously dipped in xylene. Lotions In our experiments, when mice of the described weight were put into this container, they were overactive for only a few minutes. They soon relaxed and remained quiet for 6 hours.
Preparation of subcutaneous connective tissue spreads. Six hours after injection of the control and test solutions, the animals were sacrificed by cervical dislocation, and the skin was excised throughout the entire circular penciled line circumscribing the original site of the bleb. Next, one edge of the skin overlying the injection site was lifted with a small forceps while the subcutaneous connective tissue so exposed was grasped with a second forceps (mouse-tooth iris forceps). A small scissors was ex¬ changed for the first forceps, and a single piece of connective tissue was cut from the exposed site.
This small piece of connective tissue was placed on a microscope slide. Two needles (dissecting or hypodermic) were used to carefully pull this tissue into a spread of single cell thickness. The slide was then immediately picked up and waved through the air to rapidly air-dry the surface of the spread. Spreads were usually 1lt to l/t square centimeter in area. Five to seven such spreads were taken from the injection site of each mouse and put on a single slide. (Dougherty, 1950 Fig. 1 (11-74) Epinephrine, on the other hand (see Table 3 , Table 3 (1-272) and graphically in Fig. 1 (1-272) This potentiation of the antiphlogistic action of hydrocortisone by phenyl¬ ephrine was also observed when the combination was applied topically in an emulsion base lotion (see Table 4 ). For Pheenylephrine hydrochloride, in contrast to other sympathomimetic amines tested, appeared to synergize the antiphlogistic action of hydrocortisone.
